Background. Urinary 20-hydroxyeicosatetraenoic acid (20-HETE) has been associated with hypertension in women with elevated urinary cadmium (Cd) excretion rates. The present study investigates the urinary Cd and 20-HETE levels in relation to the estimated glomerular filtration rate (eGFR) and albumin excretion in men and women.
INTRODUCTION
As cadmium (Cd) is a common food chain contaminant, a constituent of cigarette smoke and polluted air, chronic exposure to this insidious toxicant is a global health concern [1, 2] . The dietary Cd intake for the average consumer in various populations is estimated to be between 8 and 25 lg/day [1] . Of concern, longterm exposure to relatively low levels of Cd, such as is present in Asian and Western diets, is associated with an increased risk of developing chronic kidney disease (CKD), characterized by albuminuria and a fall in the estimated glomerular filtration rate (eGFR) to levels <60 mL/min/1.73 m 2 [3] [4] [5] [6] [7] [8] [9] . Of further concern, Cd exposure has been implicated in the development of hypertension either as a direct effect or as a consequence of CKD [9] [10] [11] [12] [13] . We have previously reported an association between the prevalence of hypertension in Thai women with elevated urinary levels of Cd and the eicosanoid, 20-hydroxyeicosatetraenoic acid (20-HETE) [14] [15] [16] [17] . In human kidneys, the majority of 20-HETE is derived from catalytic activity of enzymes of the cytochrome P450 (CYP) superfamily, notably CYP4A11 and CYP4F2 that are differentially expressed in the kidney glomeruli, proximal and distal tubules [15] . Experimental and clinical data suggest that an increase in 20-HETE synthesis in kidneys mediates androgen-dependent hypertension, thereby explaining the higher prevalence of hypertension in men compared with age-matched premenopausal women [18] [19] [20] . Of relevance, Cd exposure, assessed by urinary Cd levels, has been associated with altered serum levels of androgenic and estrogenic hormones [21] [22] [23] [24] . Higher urinary Cd levels were associated with higher serum testosterone levels in postmenopausal women [21] , whereas higher urinary Cd levels were associated with lower serum testosterone levels in premenopausal women [22] . However, none of these previous studies measured blood pressure, urinary 20-HETE levels or any markers of kidney injury often associated with Cd exposure. Therefore, the present study was undertaken to investigate potential associations of urinary excretion of Cd and 20-HETE with eGFR and albuminuria in men and women, respectively. In addition, evidence for kidney tubular injury and impairment was investigated with urinary excretion of N-acetyl-b-D-glucosaminidase (NAG) and b2-microglobulin (b2-MG) [2, 25, 26] .
MATERIALS AND METHODS

Study subjects
Participants in the present study were drawn from rural communities in Mae Sot District, Tak Province, Thailand, where the prevalence of hypertension was higher than the Thai national average for a rural area [27] . The Human Research Ethics Committee of Thailand's Ministry of Public Health approved the study protocol. All participants provided written informed consent prior to participation. Inclusion criteria were apparently healthy residents, who lived at their current address for at least 30 years and consumed as a staple mostly locally grown rice. Exclusion criteria were pregnancy, breastfeeding, history of metal work, a hospital record or diagnosis by physician of CKD, heart disease, diabetes, anemia or hyperlipidemia. Smoking, regular use of medications, level of education, occupation, family health history and anthropometric data were obtained from questionnaires. Hypertension was defined as systolic blood pressure (SBP) !140 mmHg or diastolic blood pressure (DBP) !90 mmHg, physician diagnosis or prescription of antihypertensive medications. After exclusion of subjects with an incomplete dataset, 309 persons (84 men and 225 women) formed the study subjects in the present study. All women (n ¼ 225) were the same as in our previous report [14] . However, a coding error was rectified for one treated hypertensive woman who had previously been classified as normotensive.
Collection of blood and urine samples and their analysis
Second morning void urine samples were collected after overnight fasting. Whole blood samples were collected within 3 h after urine collection. Aliquots of whole blood, serum and urine samples were stored at À80 C for later analysis. Urine and blood Cd levels were quantified by atomic absorption spectrophotometry with a Zeeman effect background correction system (Unicam model 989, Thermo Elemental Corp., Franklin, MA, USA). Calibration, quality control and quality assurance for the Cd quantitation were accomplished by simultaneous analysis of blood and urine control samples (ClinChekTM, Germany). The limit of quantification was 0.5 mg/L for urinary Cd and 0.3 mg/L for blood Cd. The urinary albumin assay was based on a turbidimetric method (UniCel V R DxC800 Synchron system, Beckman Coulter, Fullerton, CA, USA). The urinary 20-HETE assay was based on a competitive enzyme-linked immunoassay (Detroit R&D, Inc., USA). Urinary and serum creatinine assays were based on the Jaffe kinetic method (Siemens Healthcare Diagnostics, Newark, NJ, USA). The levels of b2-MG in urine samples were measured with a solid-phase microparticle enzyme immunoassay (AxSYM b2-MG, Abbott Diagnostics, Abbott Park, IL, USA), while the urinary levels of NAG were determined with a colorimetric assay (Diazyme laboratories, USA).
Measurement of kidney function, Cd excretion rates and toxicity
Kidney function was based on eGFR, calculated with the Chronic Kidney Disease Epidemiology Collaboration (CKD-EPI) equation [28] . We used urinary Cd excretion (E Cd ) rate to reflect Cd body burden, while using urinary excretion of b2-MG and NAG to reflect toxic effects of Cd in kidneys [2, 25, 26] . Urinary NAG excretion reflects damaged tubular cells as this enzyme originates exclusively from kidney tubules, especially the proximal tubular cells [2, 26] , while an increased urinary b2-MG level reflects an increase in its production and/or a reduced tubular reabsorption capacity [26] . Excretion rates for Cd, 20-HETE, albumin, b2-MG and NAG were normalized to creatinine clearance, using the following equation: [29] . E Cd is commonly normalized to creatinine excretion (E cr ), which is determined by muscle mass. Excretion rate of Cd normalized to creatinine excretion as E Cd /E cr could vary at least 4-fold because of variations in human muscle mass. Excretion rate of Cd normalized to creatinine clearance as E Cd /C cr is not similarly susceptible to confounding, given that E Cd is determined by filtered Cd (F Cd ) and the fractions of F Cd that are excreted and sequestered in proximal tubules [2, 29] . Hence, E Cd /C cr conveys a reliable biologic message.
Statistical analysis
Data were analyzed with the SPSS statistical package 17.0 (SPSS Inc., Chicago, IL, USA). The Mann-Whitney U-test was used to compare mean differences between two groups of subjects. Distribution of the variables was examined for skewness and those showing right skewing were logarithmically transformed before analysis, as required. Departure from a normal distribution of variables was assessed by one sample KolmogorovSmirnov test. A multilinear regression model analysis was used to identify determinants of eGFR and albuminuria. A generalized linear model analysis was used to estimate effect sizes for Cd. P 0.05 for a two-tailed test were considered statistically significant.
RESULTS
Study subjects
Of 309 participants (Table 1) , 164 (50 men, 114 women) were normotensive and 145 (34 men, 111 women) were hypertensive. The mean age of hypertensive men (48.1 years) and hypertensive women (47.1 years) did not differ from their normotensive counterparts. The mean body mass index (BMI) in men (24.5 kg/m 2 ) and in women (25.3 kg/m 2 ) with hypertension was higher than their normotensive counterparts. The majority of men (91.2%) and women (90.4%) with hypertension received antihypertensive medication. The mean SBP in men (135 mmHg) and women (130 mmHg) was 13% (P <0.001) and 9% (P <0.001) higher than their normotensive counterparts. The mean DBP and arterial blood pressure levels were also higher in men and women with hypertension compared with normotensive counterparts. The mean eGFR in hypertensive men was 10 mL/min/1.73 m 2 lower than normotensive counterparts (P ¼ 0.014), whereas the mean eGFR in hypertensive women was 4 mL/min/1.73 m 2 lower than those without hypertension. The prevalence of smoking was similarly high in men with hypertension and without (84% versus 74%, P ¼ 0.369). In women, the prevalence of smoking was higher in those without hypertension (33.3% versus 20.7%, P ¼ 0.033). The prevalence of low eGFR in men with hypertension (5.9%) tended to be higher than those without (P ¼ 0.083), but the prevalence of low eGFR in hypertensive and normotensive women did not differ (3.5% versus 4.5%, P ¼ 0.703). The prevalence of albuminuria (albumin to creatinine ratio !30 mg/g) in hypertensive (11.8%) and normotensive men (8%) was similar as was in hypertensive (11.7%) and normotensive women (7.8%). Low eGFR plus albuminuria was more prevalent in men with hypertension (25%) than in women with hypertension (7.7%). None of normotensive men had low eGFR plus albuminuria, while 11.1% of normotensive women did. The prevalence of Stage 2 CKD in hypertensive men (38%) was similar to hypertensive women (36%).
The mean urinary 20-HETE excretion rates in men with and without hypertension was similar (11 versus 10.3 pg/mL, P ¼ 0.688). In sharp contrast, the mean 20-HETE excretion rate in women with hypertension was 2-fold higher than their normotensive counterparts (12.8 versus 6.1 pg/mL, P ¼ 0.052). This mean 20-HETE excretion rate in women with hypertension (12.8 pg/mL) was similar to that of hypertensive men (11 pg/mL) (P ¼ 0.146). The mean blood Cd in hypertensive women tended to be lower than their normotensive counterparts (3.08 versus 4.05 mg/L, P ¼ 0.073) as did in hypertensive and normotensive men (3.69 versus 4.52 mg/L, P ¼ 0.185). The means for urinary Cd, NAG and b-MG excretion rates in men and women with hypertension were similar to their normotensive counterparts. The mean albumin excretion rates in men with hypertension was 2.7-fold higher than those without (0.38 versus 0.14 mg/dL, P < 0.001). In women, the mean albumin excretion of those with hypertension of was 1.7-fold higher than those without (0.12 versus 0.07 mg/dL, P ¼ 0.049).
Cd as a predictor of eGFR decline
A set of independent variables (gender, smoking, age, BMI, SBP, DBP, log E 20-HETE /C cr , Log E Cd /C cr , log E NAG /C cr and log E b2-MG /C cr ) accounted for 33, 31 and 34% of eGFR variability in all subjects, in women and in men, respectively (Table 2) . In all subjects, eGFR values showed a moderately inverse association with age Figure 1B ). The adjusted mean eGFR for subjects with E Cd /C cr quartile 4 was 11.1 mL/min/1.73 m 2 lower than those with the lowest E Cd /C cr quartile (P < 0.001). In a subset analysis ( Figure 1C ), an inverse association of eGFR and urinary Cd was evident in normotensive non-smoking subjects (b ¼ À0.213,
In hypertensive group ( Figure 1D ), eGFR decline was notable. The mean eGFR standard error (SE) in hypertensive subjects with urinary Cd quartile 4 was 16.87 (3.32) mL/min/1.73 m 2 lower than normotensive subjects with the lowest quartile (P < 0.001) and 12 (3.29) mL/min/1.73 m 2 lower than hypertensive subjects with the lowest quartile (P ¼ 0.008). In contrast, the mean eGFR (SE) in normotensive subjects with Cd quartile 4 was 10.3 (3.36) mL/min/1.73 m 2 lower than the lowest urinary Cd quartile, but this mean difference was not statistically significant (P ¼ 0.062). An association of eGFR and E Cd was not evident in an equivalent analysis with excretion data normalized to creatinine excretion (Supplementary data, Table S1 ). There was an inverse association of eGFR with age (b ¼ À0.330, P < 0.001), BMI (b ¼ À0.134, P ¼ 0.018) and urinary b2-MG (b ¼ À0.225, P < 0.001), but there was only a tendency for an inverse association of eGFR and urinary NAG (b ¼ À0.103, P ¼ 0.074). The scatterplots of eGFR versus urinary Cd normalized to creatinine excretion (Supplementary data, Figure S1 ) indicated insignificant correlations between these two parameters.
Urinary b2-MG as a predictor of albumin excretion
A much larger proportion of the variation in urinary albumin could be accounted for men (22.4%, P ¼ 0.001) than for women (8.9%, P ¼ 0.001) ( Table 3 ). Of note, higher urinary albumin levels in men showed a moderate association with lower urinary 20-HETE levels (b ¼ À0.384, P < 0.001), and higher SBP levels (b ¼ 0.302, P ¼ 0.037), while there was a trend for an association with younger age (b ¼ À0.200, P ¼ 0.071). In women, there was association between albumin and b2-MG (b ¼ 0.231, P ¼ 0.002) and BMI (b ¼ 0.131, P ¼ 0.060), but not 20-HETE (b ¼ À0.019, P ¼ 0.776). To examine urinary albumin versus b2-MG further, scatterplots comparing urinary albumin to b2-MG levels were constructed, and a linear relationship between b2-MG and albumin was evident in hypertensive subjects (Figure 2A) . In an effect size analysis, the highest quartile of urinary b2-MG was associated with a 23.4% increase in urinary albumin excretion rate compared with the lowest quartile (P < 0.001) ( Figure 2B ).
In an equivalent analysis with data normalized to creatinine excretion (Supplementary data, Table S2 ), a similarly inverse association between urinary albumin and 20-HETE (b ¼ À0.399, P < 0.001) was seen in men together with a positive association of albumin and SBP (b ¼ 0.284, P ¼ 0.053). In women, higher urinary albumin levels were associated with higher urinary b2-MG (b ¼ 0.213, P ¼ 0.004). The scatterplots of urinary albumin versus urinary b2-MG normalized to creatinine excretion (Supplementary data, Figure S2 ) indicated a significant correlation of these two parameters especially in the hypertensive group (R 2 ¼ 0.143, P < 0.001).
DISCUSSION
An association of a reduced eGFR and an increase in urinary Cd levels, seen in both men and women after adjustment for covariates and interactions, lends a support to findings from large population-based studies, known as the US National Health and Nutrition Examination Surveys (the US NHANES), Korean NHANES and the Hortega Study in Spain, suggesting that longterm Cd exposure increase the risk of developing CKD [3] [4] [5] [6] [7] . Our observation of an association of a reduction in eGFR and E Cd in non-smoking subjects without hypertension provides further evidence, linking chronic dietary Cd intake to a decline in eGFR.
Our findings are in line with a report from China showing an association between Cd intake and an increase in the prevalence of CKD [9] .
In an independent health survey of residents of areas with Cd pollution [30] , the prevalence rates of tubular injury, proteinuria and eGFR < 60 mL/min/1.73 m 2 (based on the Modification of Diet in Renal Disease equation) were 36.1, 24.1 and 16.2%, respectively. The corresponding prevalence rates in the control area were 28.3, 17.2 and 10%, respectively. Due to younger age, the prevalence of eGFR <60 mL/min/1.73 m 2 in our study subjects was lower than the health survey report [30] . However, the prevalence of Stage 2 CKD among subjects in our study was notably high. Distinctively, data in the present study showed an association between eGFR decline and urinary Cd together with evidence for tubular damage and a reduced reabsorption capacity. Furthermore, an independent effect of hypertension on eGFR decline was evident; subjects with hypertension on average had 4.6 mL/min/1.73 m 2 lower eGFR compared with the mean eGFR of normotensive subjects. These data were consistent with the US NHANES 1999-2006 data that showed higher CKD prevalence in those with hypertension; CKD prevalence rates in adult participants with normal blood pressure, prehypertension, undiagnosed hypertension and diagnosed hypertension were 13.4, 17.5, 22 and 27.5%, respectively [31] . We have herein observed, for the first time, differences between men and women in their urinary 20-HETE. Distinctively, the mean urinary 20-HETE in women with hypertension was 2-fold higher than their normotensive counterparts. Of further interest, women with hypertension excreted 20-HETE as much as men did. Conceivably, an increased 20-HETE excretion in Cd-exposed women may be due to an increase in serum testosterone levels and/or a fall in estrogen levels, reported elsewhere [21] [22] [23] [24] . An increment of urinary Cd levels from <2-3 lg/g creatinine, found to be associated with a 28% rise in serum testosterone levels in postmenopausal Japanese women, supports our notion [21] . Furthermore, an inverse association between urine Cd and serum estradiol levels was seen in postmenopausal Japanese and Swedish women [22, 23] . In the Swiss Kidney Project on Genes in Hypertension [24] , urinary Cd correlated with testosterone excretion in men, while there was a trend for an association in women. Another gender-related difference was on urinary albumin excretion. In men only, urinary 20-HETE levels showed an inverse association with albumin levels. Intriguingly, the mean urinary b2-MG in hypertensive men was nearly 8-fold higher than the mean urinary b2-MG in hypertensive women, while urinary albumin excretion rate in subjects with the highest quartile of urinary b2-MG was 1.23-fold higher than those with the lowest quartile. The higher urinary albumin excretion seen in subjects with higher urinary b2-MG levels may have been secondary to Cd-induced tubular injury, leading to an impaired tubular reabsorptive function. A direct effect of Cd on albumin reabsorption has been evident in a study Lilly Laboratories CellPorcine Kidney1 (LLC-PK1) cell line [32] , where Cd has been found to reduce the levels of megalin, the protein involved in albumin reabsorption.
In conclusion, a marked eGFR reduction was found to be associated with elevated urinary Cd levels in both men and women together with signs of tubular damage and dysfunction, evident from increases in urinary levels of NAG and b2-MG. A 2-fold increase in 20-HETE excretion in Cd-exposed women with hypertension, but not in men, may suggest a gender differential effect of Cd on renal cytochrome P450-mediated.
Strengths and limitations
The strengths of this study include an analysis of apparently healthy women and men, who were relatively young, the community-based recruitment of study subjects and the fact that excretion rates of Cd and 20-HETE were normalized to Log EALB/Ccr was a continuous dependent variable, while variables listed in the first column were independent variables. Adjusted R 2 indicates the total variation in EALB/Ccr explained by all independent variables. P 0.05 are considered to indicate statistically significant. creatinine clearance. Furthermore, sources of Cd were relatively homogenous as none of the subjects had been exposed to metals in the workplace. The limitations of this study were its cross-sectional design, which limited a causal inference of Cd body burden on GFR reduction, and a small sample size. A lack of information on co-exposure to other metals, notably chromium and lead, was an additional limitation of our study.
